Neurotransmitters
have been shown to coexist in cell bodies, but demonstrating their coexistence within nerve fibers and terminals has been more difficult. However, two recent reports outlined a simple light-microscopic method by which two neurotransmitters can be shown to coexist in fibers and terminals.
The method was identical to that used for immunohistochemical localization ofone antigen, except that two primary-secondary antibody systems labeled with two different fluorochromes were used simultaneously.
In the present study, a method for the simultaneous visualization of serotonin and substance P was characterized.
This method employed an antiserum to serotonin generated in goat in combination with a rabbitgenerated antiserum to substance
Introduction
In the late l970s twogroups reported the existence of neurons containing both serotonin (5HT) and substance P (SP) (Chan- Palay et al., 1978; Hokfelt et al., 1978) . In this and other such Figure  3A) ; however, it could also be due to the affinity of OflC ofthe primary antisera for the second antigen ( Figure  3B ), or to the affinity of OflC of the secondary antisera for the opposite primary antiserum ( Figure  3C ). In addition, coexisten : could he simulated by an affinity of the primary antisera for each other ( Figure  3D ), by an affinity of the secondary antisera for each other ( Figure  3E) It appears that the rabbit anti-SP has no affinity for the goat anti-5HT, a phenomenon that could have produced artifacts resembling coexistence ( Figure  3D ). The test was as follows.
Three serial sections of nucleus raphe medianus were stained 
